Introduction
Cutaneous basal cell carcinoma (BCC) is recognized as a common subtype of nonmelanoma skin malignancies with high morbidity, which accounts for ~80% of newly diagnosed nonmelanoma skin carcinomas. 1 In the last decade, there has been a substantial increase in the incidence of BCC. 2 Due to the characteristics of slowgrowing and locally aggressive, metastasis rarely occurred in patients with BCC, which resulted in a relatively good prognosis. As we all know, long-term exposure to sunlight, especially ultraviolet light, is considered as the main risk factor of skin cancers. 3 However, the underlying molecular mechanisms for the development of BCC has not been completely illuminated. Meanwhile, the treatments of BCC are limited and drug resistance is ubiquitous in advanced or metastatic BCC patients. Therefore, an urgent need exists for further exploring the potential mechanisms of BCC and finding more effective molecular targets for the treatment of BCC.
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To date, several signaling pathways and molecules have been demonstrated to be involved in the tumorigenesis and progression of BCC at the molecular level, such as the hedgehog signaling pathway. 4 Genes included in this pathway, such as the hedgehog receptors patched (PTCH1) or smoothened (SMO), have been extensively studied. 5, 6 Mutations in these genes may cause constitutive hedgehog pathway activation, which promote the development of BCC. Recently, two new hedgehog pathway inhibitors, Vismodegib and Sonidegib, have been approved by the Food and Drug Administration for the targeted treatment of BCC. 7, 8 However, the response rate of advanced or metastatic BCC is not promising and the secondary drug resistance may also occur.
With the development of high-throughput technology, more and more new potential targets have been uncovered in BCC. In addition to canonical hedgehog pathway components, the transcription factor serum response factor was identified as a noncanonical hedgehog activator by multidimensional genomics analysis, which leads to the amplification of the hedgehog transcription factor glioma-associated oncogene family zinc finger-1 (GLI1). 9 At the DNA level, Bonilla et al performed a genomic analysis of 293 BCC samples and revealed that mutations in other cancer-related genes also drove the initiation of BCC, including MYCN, PTPN14, and LATS1. 10 Thus, much more molecular targets remain to be elucidated.
Bioinformatics analysis of gene expression profiles or other high-throughput data are now playing a critical role in investigating the mechanisms of human disease, particularly in tumors. Accordingly, in the present study, we first time integratively reanalyzed the gene expression profiles of 19 BCC and 6 normal tissues deposited in two datasets by differentially expressed genes (DEGs) screening and functional and pathway enrichment analysis. By protein-protein interaction (PPI) network analysis, we identified top three hub genes (TOP2A, CDK1, and CCNB1). Finally, module analysis revealed that several critical pathways were mainly associated with the carcinogenesis of BCC, which might be used as molecular targets for the treatment of BCC.
Materials and methods
Microarray data
Two datasets (GSE7553 and GSE103439) were respectively retrieved from Gene Expression Omnibus database (http:// www.ncbi.nlm.nih.gov/geo/), including 19 BCC and 6 normal tissues (Table 1) . 11 These gene expression profiles were generated by GPL570 platform (Affymetrix Human Genome U133 Plus 2.0 Array) containing 54,675 probes. The latest annotation file of GPL570 platform was downloaded from Affymetrix official website (http://www.affymetrix.com/), in which 54,675 probes now mapped to 21,297 genes.
Data preprocessing and Degs screening
The raw data files (.CEL files) of these 25 samples were processed by the R package "affy". 12 Background adjustment and normalization were performed using the Robust Multichip Average algorithm. Once multiple probes mapped to the same gene, the average value was finally selected to represent the gene expression value. DEGs were screened between BCC and normal tissues by the "limma" package in R. 13 Then, hierarchical clustering analysis was applied to the DEGs by the "pheatmap" package in R based on the Euclidean distance. The criteria of DEGs was set as |log 2 fold change|.1 and false discovery rate (FDR) ,0.05.
Functional and pathway enrichment analysis
Gene ontology (GO) analysis defines the functions of gene products covering three domains, including biological process, molecular function, and cellular component. 14, 15 The Kyoto Encyclopedia of Genes and Genomes (KEGG) pathway database is widely used to map large-scale datasets to pathway maps for higher-order functional information. 16 The Database for Annotation, Visualization and Integrated Discovery (DAVID version 6.8, http://david.abcc.ncifcrf. gov/) consists of an integrated biological knowledgebase and analytic tools, which can systematically extract biological meaning from large gene/protein lists. 17 With the online DAVID tool, we performed functional and pathway enrichment analysis for these DEGs. P-value ,0.05 was considered as significant.
Construction of PPI network and module analysis
Given the large number of DEGs, the "STRINGdb" package in R was used to investigate the potential interactions that existed in these DEGs. 18 Briefly, 313 DEGs were mapped 20 In addition, the functional and pathway enrichment analysis of genes in the subnetworks were performed. P-value ,0.05 was set as the threshold.
Results
Identification of DEGs
We screened DEGs in the two datasets (GSE7553 and GSE103439). Compared with normal skin tissues, 1,871 DEGs and 5,357 DEGs were obtained, respectively ( Figure 1A ). Finally, a total of 313 aberrantly expressed genes (222 upregulated genes and 91 downregulated genes) were identified by integrated analysis ( Figure 1B and C). Strikingly, the number of upregulated genes were largely more than downregulated genes (Table S1 ). The heatmap of hierarchical clustering analysis showed that these DEGs could clearly distinguish BCC samples from the normal skin samples ( Figure 1D and E).
gO and Kegg pathway enrichment analysis
To further investigate the potential functions of these 313 DEGs, GO and KEGG pathways enrichment analysis was performed by the online DAVID tool. The results of GO analysis indicated that upregulated genes enriched in biological process were mainly involved in cell cycle and mitosis, such as the cell division (P=4.39×10 −11 ) and the mitotic nuclear division (P=5.90×10 −8 ) ( Table 2) . Meanwhile, downregulated genes were significantly enriched in unsaturated fatty acid metabolic process (P=2.10×10
) and cell differentiation (P=6.76×10 −3 ) ( Table 3) . With regard to pathway enrichment analysis, the most significant pathway of upregulated genes was cell cycle (P=4.75×10 ) containing 13 genes. Interestingly, another five genes (LEF1, PTCH1, GLI2, FZD7, and GLI1) were enriched in the pathway named "basal cell carcinoma" (P=2.60×10 −3 ) ( Table 2) , while downregulated genes were most significantly involved in the biosynthesis and metabolism of unsaturated fatty acids (P=5.26×10 −3 ) ( Table 3) .
PPi network analysis and module analysis
After data of interactions imported into Cytoscape software, the PPI network with 202 nodes and 1,245 edges was constructed. Based on this network, TOP2A (degree =64), 
6960
Dai et al CDK1 (degree =59), and CCNB1 (degree =54) were screened as the top three hub genes due to the higher degrees ( Figure 2 ). Subsequently, we performed module analysis of the whole network by the MCODE plug-in. Three modules were identified and created as subnetworks. In addition, pathway enrichment analysis of genes included in each subnetwork was performed, which revealed that DEGs in modules 1-3 were mainly associated with "cell cycle", "extracellular 
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critical genes in Bcc matrix (ECM)-receptor interaction", "basal cell carcinoma", and "hedgehog signaling pathway" (Figure 3 ).
Discussion
BCC, with low malignancy, is the most common skin cancer worldwide. Although rarely metastasize, BCC can cause substantial local tissue damage along with disfigurement and involve other adjacent areas of soft tissue, cartilage, and bone. 7 Currently, the targeted treatments of BCC implicated in clinical practice mainly focus on the hedgehog signaling pathway. 21 However, the issue of drug resistance and poor response rate cannot be ignored. In order to explore more potential therapeutic targets, the gene expression profiles of BCC need to be comprehensively studied. In our present study, a bioinformatics approach was conducted to reanalyze the gene expression profiles of 19 BCC and 6 normal skin tissues. A total of 313 DEGs were identified with 222 upregulated genes and 91 downregulated genes. Functional and pathway enrichment analysis indicated that these DEGs were significantly associated with mitosis, cell cycle, and unsaturated fatty acid metabolic process. By PPI network and module analysis, three critical genes and four pathways were finally identified, which may play a key role in the carcinogenesis of BCC. With regard to functional and pathway enrichment analysis, upregulated DEGs were mainly involved in the process of mitosis and cell cycle. Deregulation of cell cycle is a common feature in the initiation and progression of various cancers, which is often mediated by alterations in cyclin and cyclin-dependent kinase (CDK) activity.
22 CDK1, as a mitotic CDK, is sufficient to drive the mammalian cell cycle without other interphase CDKs. 23 Accumulating evidences indicated that dysregulation of CDK1 activity was participated in a variety of tumors, including lung cancer, 24 prostate cancer, 25 and colorectal cancer. 26 Schmit et al also discovered that increased level of CDK1 and CCNB1 presented in nonmelanoma skin cancer cells (BCC and squamous cell carcinoma) compared with normal human epidermal keratinocytes growth. 27 Moreover, patched1, the BCC-related protein, was found to be interacted with cyclin B1 to regulate cellcycle progression in BCC. 28, 29 Recently, targeting cyclindependent kinases has become a promising approach in cancer therapy. AZD5438, as a highly specific inhibitor of CDK1, 2, and 9, was discovered to enhance the radiosensitivity of non-small-cell lung cancer. 30 In the present study, our results revealed that CDK1 was significantly upregulated in BCC samples and enriched in many cell cycle-related GO terms, which indicated the potential to be a therapeutic target in BCC.
Topoisomerases have been considered as important therapeutic targets for human malignancies. TOP2A, the major isoform of topoisomerase II, is capable of resolving catenanes and supercoils during DNA metabolic processes and plays a critical role in condensation and segregation of Gene counts 
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critical genes in Bcc chromosomes at mitosis. Accumulating studies highlighted that higher TOP2A expression level was correlated to advanced tumor stage and poor patients' survival in human cancers. At the protein level, increased expression of topoisomerase IIα was demonstrated to be associated with elevated cell replication in BCC compared with squamous cell carcinoma. 31 In our study, TOP2A was screened as the most significant gene with the highest degree and was up-regulated in BCC. Elevated expression of TOP2A was implicated in cell cycle, and targeting TOP2A was also considered as an important therapy for human cancers. 32 Thus, TOP2A could be a critical target in BCC.
COL6A1, COL6A2, COL6A3, COL5A2, and COL11A1 are members of the collagen family, and these five genes are enriched in the pathway of "ECM-receptor interaction", which leads to a direct or indirect control of cellular activities such as adhesion, migration, differentiation, proliferation, and apoptosis. Accumulating evidence indicated that the "ECM-receptor interaction" pathway served as a critical role in the carcinogenesis and metastasis of human cancers, such as prostate cancer, 33 breast cancer, 34 and colorectal cancer. 35 In this study, we also screened "ECM-receptor interaction" as an important pathway by module analysis, which indicated the potential role in the pathogenesis of BCC. Hedgehog signaling pathway, a highly conserved evolutionary pathway of signal transmission from the cell membrane to the nucleus, has been revealed to be associated with the development of cancers, especially in BCC. 5 The main downstream genes of hedgehog signaling pathway include PTCH1, GLI1, and GLI2. In the module 3 analysis, these three genes were significantly enriched in "basal cell carcinoma", "hedgehog signaling pathway", and "pathways in cancer". Currently, targeting the hedgehog signaling pathway has been an important strategy for cancer therapy, which has achieved a promising success in BCC. 21 However, the targeted genes were restricted to two genes (PTCH1 and SMO). Therefore, the other critical genes in this pathway are expected to be studied.
Of note, several limitations also existed in our work. First, the inclusive criteria for BCC patients and normal controls was not available due to lack of data from the public database. Second, the same as most previous studies, two relatively small patient cohorts were performed in this study. Third, there was a lack of validation in biological experiments or another dataset, which might increase the FDR in our results.
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